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c \ under Article 31 of the Patent Cooperation Treaty ; 

The undersignedlrequests that the international application specified below be the subject ot 
' ~~ mTSmafiWfal preliminary examination according to the Patent Cooperation ireaty. 
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Box No. I IDENTIFICATION OT THE INTERNATIONAL APPLICATION 


Applicant's or agent's file reference 

T2952-PCT 


International application No, 

PCT/BE2004/000117 


International filing date (day/month/year) 
12 August 2004 

d2oa ?oo4> 


(Earliest) Priority date (day/month/year) 
12 August 2003 


Title of invention t 

Use of CXCL6 chemokine in the prevention or repair of cartilage defects 


Box No. n APPLICANT(S) 


Name and address; (Family name fallowed by given name; for a legal etMy> full ofiiaai designation. 
Tlte address must include postal code and name ofcounuy.) 


Telephone No. 

+32 16 39 60 60 


TIGENIX NAA 
Technologieiaan 3 
B-3001 Leuven 
Belgium 






Facsimile No. \ 

+32 16 39 60 70 






Teleprinter No. 






Applicant's registration No. with the Office 


State (that is, country) of nationality: 

BE 


State (that is, country) of residence: 
BE 


Name and address; (Family name folded by name; for a legal Mull official designation. The address must include postal code and name ofco.my) 

LUYTEN, Frank 
Baron d'Huartlaan 193 
B-1950 Kraainem 
Belgium 


State (that is, country) of nationality: 
BE 


State (that is, conn 

BE 


try) of residence: 


Name and address: (Family name followed by given name; for a legal entity, ft 

DE BARl, Cosimo 
18 Etheibert CJose 
Bromley, KentBRI UB 
United Kingdom 


ill official designation. Tlxe address must include postal code and name of county) 


State (that is, country) of nationality: 
IT 


State (that is, country) of residence: 
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If none of the following sub-boxes is used, this sheet should not be included in the demand. 


Name and address: {Family name followed by given name; for a legal entity, full official designation. The address must, include postal code and name of country.) 


DELUACCIO, Francesco 
150 Farnaby Road 
Bromley, Kent BR2 OBB 
United Kingdom 




State (that is, country) of nationality: 

IT 


State (that is, country) of residence: 

GB 


Name and address: (Family name followed, by given name; for a legal entity, fit 


H official designation. Hie address must include postal code and name ofcommy.) 


State (that is, country) of nationality: 


State (that is, country) of residence: 


Name and address: (Family name followed by given name; for a legal entity, full official designation. The address must include postal code and name ofcoimuy.) 


State (that is, country) of nationality : 


State (that is, country) of residence: 


Name and address: (Family name followed by given name; for a legal entity, fw 


/ official designation. Hie addi-ess must include postal code and name ofcowiny.) 


State (that is, country) of nationality: 


State (that is, country) of residence: 


[ j Further applicants are indicated on another continuation sheet. 
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Box No. HI AGENT OR COMMON REPRESENTATIVE; OR ADDRESS FOR CORRESPONDENCE 



The following person is F£[\ agent Q common representative 

and [Jf) has been appointed earlier and represents the applicants) also for international preliminary examination. 
j ] is hereby appointed and any earlier appointment of (an) agent(s)/common representative is hereby revoked. 

Fl is hereby appointed, specifically for the procedure before the International Prelhninary Examining Authority, in addition to 
— the agent(s)/comraon representative appointed earlier. 



Name and address: (Family name followed by given name; for a legal entity >,full official designation, j Telephone No. 
The address must include postal cods and name of country,) 



BIRD, William E. 
Bird Goen & Co 
Klein Dalenstraat 42A 
B-3020 Winksele 
Belgium 



+32 16 48 05 62 



Facsimile No. 

+32 16 48 05 28 



Teleprinter No. 



Agent's registrationNo. with the Office 



□ 



Address for correspondence: Mark this check-box where no agent or common representative is/has been appointed and the 
space above is used instead to indicate a special address to which correspondence should be sent, 



Box No. IV BASIS FOR INTERNATIONAL PRELIMINARY EXAMINATION 



Statement concerning amendments: * 



1. 



The applicant wishes the international preliminary examination to start on the basis of: 
the international application as originally filed 



the description 



the claims 



the drawings 



as originally filed 

as amended under Article 34 

as originally filed 

as amended under Article 19 (together with any accompanying statement) 
as amended under Article 34 



as originally filed 
j | as amended under Article 34 



□ 

□ 
11 



of the 



2 ' CZ1 a PP^ cant w * snes an y amendment to the claims under Article 19 to be considered as reversed. 

3 * I — I The applicant wishes the start of the international preliminary examination to be postponed until the expiration 

' — * applicable time limit under Rule 69.1(d), 

4. j — I The applicant expressly wishes the international preliminary examination to start earlier than at the expiration of the 

* — ' applicable time limit under Rule 54bis> 1 (a) . 

* WheTe no check-box is marked, international preliminary exarnination will start on the basis of the international application 
as originally tiled or, where a copy of amendments to the claims under Article 1 9 and/or amendments of the international application 
under Article 34 are received by the International Preliminary Examining Authority before it has begun to drawup a written opinion 
or the international preliminary examination report, as so amended. 



ENGLISH 



Language for the purposes of international preliminary examination 

which is the language in which the international application was filed. 



[ | which is the language of a translation furnished for the purposes of international search. 
j [ which is the language of publication of the international application. 

j — | which is the language of the translation (to be) furnished for the purposes of international preliminary examination. 



Box No. V ELECTION OF STATES 



The filing of this demand constitutes the election of all Contracting States which are designated and are bound by Chapter II of the 



Fonn PCT/IPEA/401 (second sheet) (January 2004) 



See Notes to the demand form 



Sheet No. .4 



International application No, 

PCT/BE2004/000117 



Box No. VI CHECKLIST 



The demand is accompaniedby the following elements, in the language referred to in 
Box No. IV, for the purposes of international preliminary examination: 



1 . translation of international application 

2 . amendments under Article 34 

3 . copy (or f where required T translation) of 
amendments under Article 19 

4. copy (or, where required, translation) of 
statement under Article 19 

5. letter 

6. other (specify) 



sheets 
sheets 

sheets 

sheets 
sheets 
sheets 
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received 

□ 

□ 

□ 

□ 
□ 
□ 



not received 
□ 

□ 

LJ 
□ 

□ 



The demand is also accompanied by the item(s) marked below; 
L [g] fee calculation sheet 

2. Q original separate power of attorney 

3 . □ original general power of attorney 

4. Q copy of general power of attorney; 
reference number, if any: 



5. □ statement explaining lack of signature 

6. Q sequence listing in computer readable form 

7 . p tables in computer readable form related to a 

sequence listing 

8. [I] other (specify): 



Box No. VH SIGNATURE OF APPLICANT, AGENT OR COMMON REPRESENTATIVE 



La 



William E. Bird 
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1 . Date of actual receipt of DEMAND : 



2. Adjusted date of receipt of demand due 
to CORRECTIONS under Rule 60.1(b): 



□ 



The date of receipt of the demand is AFTER the 
expiration of 19 months from the priority date and 
item 4 or 5, below, does not apply. 

[ — | The applicant has been informed accordingly, 

4 [ — J The date of receipt of the demand is WITHIN the time 
* — 1 limit of 1 9 months from the priority date as extended 

by virtue of Rule 80.5. 

5 { — I Although the date of receipt of the demandis after the 
" 1 — 1 expiration of 19 months from the priority date, the 

delay in arrival is EXCUSED pursuant to Rule 82. 



1 — i xiie date of receipt of the demand is AETER the 
I — 1 eX pi T ationofmetimelimitunderRule546^-l(a)and 

item 7 or 8, below, does not apply. 

7 \ — 1 The date of receipt of the demand is WITHIN the time 

I I limit under Rule 54bis. 1 (a) as extended by virtue of 

Rule 80.5. 



Although the date of receipt of the demand is after the 
expiration of the time limit under Rule 54bis. 1 (a), the 
delay in arrival is EXCUSED pursuant to Rule S2. 
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l FEE CALCULATION SHEET 

j 

Annex to the Demand 
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International 
application No, 



PCT/BE2004/000117 



Applicants or agent's 

file reference T2952-PCT 



r 



Date stamp of the IPEA 



Applicant 

Tigenix N.V. et el 



CALCULATION OF PRESCRIBED FEES 



1. Preliminary examination fee 

2- Handling fee (Applicants from certain States are 
entitled to a reduction of 75% of the handling fee. 
Where the applicant is (or all applicants are) so 
entitled, the amount to be entered at B is 25% of the 
handling fee.) 

3 . Total of prescribed fees 

Add the amounts entered at P and H 

and enter total in the TOTAL box 



EUR 1.530, 



EUR 129,- H 



EUR 1.659, 



TOTAL 



MODE OF PAYMENT 





authorization to charge deposit 




cash 




account with the IPEA (see below) 




□ 


cheque 


D 


revenue stamps 




postal money order 


□ 


coupons 


□ 


bank draft 


□ 


other (specify): 




AUTHORIZATION TO CHARGE (OR CREDIT) DEPOSIT ACCOUNT 

(This mode of payment may hot be available at all IPEAs) 

IPEA/ 



EP 



Authorization to charge the total fees indicated above. 

(Wtis check-box may be marked only if the conditions for 
deposiiaccounts oftheJPEAso permit) Authorization to 
charge any deficiency or credit any overpayment m the 
total fees indicated above. 



Deposit Account No.: 28020053 



Date: 1 Jllfie 2005 



^> William E, Bifti j^Z // . - 

Signature: 
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See Notes to the fee calculation sheet 
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Amended claims for PCT/BE2004/Q00117 (version showing amendments) 

1 . Use of CXCL6 for the preparation of a medicament for the promotion of 
cartilage and/or bone formation in vivo. 

2. The use according to claim 1 , in the prevention or treatment of a cartilage or 
osteochondral defect. 

3. The use according to claim 1 or 2, wherein the source of CXCL6 is a 
population of CXCL6 expressing cells. 

4. The use according to any of claims 1 to 3, wherein the said CXCL6 is 
recombinant or synthetic. 

5. The use according to any of claims 1 to 4, wherein said CXCL6 is 
administered through gene therapy. 

6. The use according to any of claims 1 to 5, wherein said CXCL6 is 
administered to the osteochondral defect in a gradient. 

7. The use according to any one of claims 1 to 6, wherein said medicament 
further comprises chondrogenic cells or precursor cells thereof. 

8. The use according' to claim 7, wherein said precursor cells are isolated from 
synovial membrane. 

9. Use of CXCL6-expressing cells for the preparation of a medicament for the 
promotion of formation of cartilage or bone in vivo wherein said cells 
comprise a foreign DNA encoding said CXCL6 . under control of a promoter. 



10. The use according to claim 9, for the prevention or treatment of a cartilage 
or osteochondral defect. 
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11. The use according to claim 9 or 10, wherein said CXCLS-expressing ceils 
are chondrogenic cells. 

12. The use according to claim 11, wherein said chondrogenic cells are isolated 
from connective tissue. 

■ 13. The use a ccording to oiaim 11 or 1 ^r-whefe tn said ch^nd^Qgenks— eefe 
comprise a for elgf^DNA^nG^ ding s aid CXCL6, under c o ntrol - Qf- a-p fomote fr 

44r 13> The use according to any one of claims 409 to 4^12, wherein said 
CXCL6- expressing cells are embedded in a matrix. 

4§ .A com pesfttefHfefHdts^ oompris mg-a-GeH-popy^^ 

4@ vT ^e - GQmpos i tieR aeeefd n^ g to Gteim 15, whe-Fe-in said CXCL6 express-rag 

ceiis or eel l-popi-j-iation-a^e chondrogenic. 

4^A~~€Qm pes ftioB— aeoer-Gtin g^e-€-la#n ••• 4- 5- o f 1 6 r -wh e re i n said eeUs-o^-eeH 

population are-embed ded in a suitable pharma seafeaj-eamefr 

4& r 14. Use according to any one of claims 1 to 4413, wherein the cartilage 
defect is a joint surface defect not related to inflammation. 

48t15, Use according to claim 4814, wherein said joint surface defect occurs in 
the context of osteoarthritis. 

2 Q - 4j se ^ a-oefflp^^ preparati o-n-ol 
&43^4camenj4 Q f ^ he- formation in ~wor 
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OA Th e us e-a ccording to claim 20, for the tr e atm e nt o r p re v e nt i on of ca r ti l a ge-or 



22.Tho us e aesording t6-^a4m-20-or 21, wh oro in said compound induc es 

lie c e l i s. 



2^-1 6. The use of expressed CXCL6 as a marker for chondrocyte phenotypic 
stability. 

2-41 7 .The use of CXCL6 for the promotion of cartilage and/or bone formation in 
vitro. 

25 .A metho d-ef-fflod*jk^^ a prog e nitor coll population 

mte — a — sartila^e-pfGokjeing — g@H — pepu-tetierh — said — method — eempfis+ag 
administering -4o-^a4d-pfogewtef-Ge^ l i gando f- inhibitor of the 

CXCR1 or CXCR2 roc o ptor. 



26 T h e m et hod according to c l aim 25, which compris es i nh i biting s aid 
dlffere-Rti-atiefv-ef-a prog enitor ceil p o puia t ion - 4nto a car ti la g e producing cell 
pop4^ta^ofl-4jslRg^fH^ bitor of CXCR 1 o r CX CR2 . 

S3V18.A method of inducing or restoring chondrocyte phenotypic stability in a 
progenitor cell population, said method comprising the step of administering 
CXCL6 to said progenitor cell population. 



agrlQ.A method of inducing or restoring differentiation of a precursor cell 
population into_— chondrocytes, said method comprising the step of 
administering CXCL6 to said precursor cell population. 



29t2Q.A method for the deteston-of— aoreparation of a pharmaceutical 
comprising a compound or mixture of compounds for the promotion of 
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cartilage and bone promotion in vivo, said compound or mixture of 
compounds rnoduiating CXCL6 signalling, and said method comprising the 
steps of: . 

- contacting a cell population with a candidate compound or mixture of 
compounds^and 

- determining a-modtfie dan increased expression level of CXCL6. 

z Identifying said compound or mixture of compounds as a compound 

capable of promoting cartilage and bone formation in vivo 

= Preparing a pharmaceutical co mposition comprising said compound or 

mixture of compounds 

^21L The method according to claim 2020 wherein the cell population is being 
selected from the group consisting of chondrocytes, chondrocytes 
precursors and chondrocyte progenitors; 

34-r2Z The method according to claim 3©2_1 further comprising the step of 
determining one or more morphological or molecular parameters of said 
chondrocyte, chondrocyte precursor or chondrocyte progenitor cell 
population. 

23. A me thod for producing a medicament for the promotion of formation of 
cartilage or bone in vivo, which method comprises 

- obtaining cells from a small cartilage biopsy 

- selecting cells therefrom based on CXCL6 expression 
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Amended claims for PCT/BE2 004/0001 17 (dean copy) 

1. Use of CXCL6 for the preparation of a medicament for the promotion of 
cartilage and/or bone formation in vivo. 

2. The use according to claim 1, in the prevention or treatment of a cartilage or 
osteochondrai defect. 

3. The use according to claim 1 or 2, wherein the source of CXCL6 is a 
population of CXCL6 expressing cells. 

4. The use according to any of claims 1 to 3, wherein the said CXGL6 is 
recombinant or synthetic. 

5. The use according to any of claims 1 to 4, wherein said CXCL6 is 
administered through gene therapy. 

6. The use according to any of claims 1 to 5, wherein said CXCL6 is 
administered to the osteochondral defect in a. gradient. 

7. The use according to any one of claims 1 to 6, wherein said medicament 
further comprises chondrogenic ceiis or precursor cells thereof 

8. The use according to claim 7, wherein said precursor ceils are isolated from 
synovial membrane. 

9. Use of CXCL6~expressing ceiis for the preparation of a medicament for the 
promotion of formation of cartilage or bone in vivo wherein said ceils 
comprise a foreign DNA encoding said CXCL6, under control of a promoter. 

10. The use according to claim 9, for the prevention or treatment of a cartilage 
or osteochondral defect. 
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11. The use according to claim 9 or 10, wherein said CXCL6-expressing ceils 
are chondrogenic cells. 

12. The use according to claim 11, wherein said chondrogenic cells are isolated 
from connective tissue. 

13. The use according to any one of claims 9 to 12, wherein said CXCL6- 
expressing cells are embedded in a matrix. 

14. Use according to any one of claims 1 to 13, wherein the cartilage defect is 
a joint surface defect not related to inflammation. 

15. Use according to claim 14, wherein said joint surface defect occurs in the 
context of osteoarthritis. 

16. The use of expressed CXCL6 as a marker for chondrocyte phenotypic 
stability. 

17. The use of CXCL6 for the promotion of cartilage and/or bone formation in 
vitro. 

18. A method of inducing or restoring chondrocyte phenotypic stability in a 
progenitor cell population, said method comprising the step of administering 
CXCL6 to said progenitor cell population. 

19. A method of inducing or restoring differentiation of a precursor cell 
population into chondrocytes, said method comprising the step of 
administering CXCL6 to said precursor cell population. 

20. A method for the preparation of a pharmaceutical comprising a compound 
or mixture of compounds for the promotion of cartilage and bone promotion 
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in vivo, said compound or mixture of compounds modulating CXCL6 
signalling, and said method comprising the steps of: 

- contacting a cell population with a candidate compound or mixture of 
compounds, and 

- determining an increased expression level of CXCL6. 

- Identifying said compound or mixture of compounds as a compound 
capable of promoting cartilage and bone formation in vivo 

- Preparing a pharmaceutical composition comprising said compound or 
mixture of compounds 

21 . The method according to claim 20 wherein the cell population is selected 
from the group consisting of chondrocytes, chondrocyte precursors and 
chondrocyte progenitors. 

22. The method according to claim 21 further comprising the step of 
determining one or more morphological or molecular parameters of said 
chondrocyte, chondrocyte precursor or chondrocyte progenitor cell 
population. 

23. A method for producing a medicament for the promotion of formation of 
cartilage or bone in vivo, which method comprises 

- obtaining cells from a small cartilage biopsy 

- selecting ceils therefrom based on CXCL6 expression 



